We have isolated and sequenced a tRNA gene from Neurospora crassa. Hybridization analyses suggest that tRNA Pne is the only tRNA encoded on the cloned 5 kb DNA fragment. The tRNA gene contains an intervening sequence 16 nucleotides in length located one nucleotide 3' to the anticodon position. The tRNA Pne coding region of Neurospora and yeast are 91% conserved, whereas their intervening sequences are only 50% identical 1 . The pattern of sequence conservation is consistent with a proposed secondary structure for the tRNA precursor in which the anticodon is base paired with the middle of the intervening sequence and the splice points are located in adjacent single-stranded loops. The DNA sequence following the tRNA coding region is similar to sequences following other genes transcribed by RNA polymerase III in that it is AT-rich and includes a tract of A residues in the coding strand 1
INTRODUCTION
Some, but not all, eukaryotic tRNA genes contain intervening sequences.
2 Tvr
Goodman e£ al. sequenced several yeast tRNA genes and found 14 nucleotides adjacent to the anticodon region which are not represented in the mature tRNAs.
Similarly, Valenzuela et^ aJL. discovered intervening sequences 18 or 19 nuPhe cleotides long in yeast tRNA genes adjacent to the anticodon position.
Several other yeast tRNA genes including those coding for tRNA , tRNA^ _ and tRNA ., (Valenzuela, pers. comm.) also contain intervening sequences.
In contrast, other yeast tRNA genes such as those coding for tRNA !j and tRNA (Beckman, Sakano and Abelson.pers. comm.) and tRNA " a nd tRNA nrA (Page, Olson and Hall, pers. comm.) lack intervening sequences. The inter-7 8 vening sequences of eukaryotic tRNAs have been shown to be transcribed ' 7-12 and enzymatically removed to yield mature length tRNAs To determine if the presence of an intervening sequence is a general feature of eukaryotic tRNA genes and to search for structural clues to mecha- Figure 2 illustrates the results of one such experiment which also yielded restriction site data useful in DNA sequence analyses. This
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